Background: The CKD-associated decline in soluble α-Klotho (α-Klotho) levels is considered detrimental. Some studies suggest a direct induction of α-Klotho concentrations by growth hormone (GH). In the present study, the effect of exogenous GH administration on α-Klotho concentrations in a clinical cohort with mild chronic kidney disease (CKD) and healthy subjects was studied.
Background
The excessively high cardiovascular (CV) risk in patients with chronic kidney disease (CKD) is only partially explained by the higher prevalence of traditional risk factors [1] . Therefore, other CKD-related factors are believed to play a causal role, such as deregulation of the fibroblast growth factor 23 (FGF23)-Klotho-vitamin D axis [2] . The anti-aging α-Klotho protein was discovered in 1997 following manipulation of its gene [3] . α-Klotho is predominantly synthesized in the distal tubular epithelial cells of the kidneys and in lower levels in the proximal tubule [4] . The extracellular domain is cleaved and released into extracellular fluid, including blood, cerebrospinal fluid and urine [3] . As CKD progresses, α-Klotho concentrations decrease [5] . Lower α-Klotho concentrations are associated with progressive CKD [5] , higher prevalence of cardiovascular disease [6] , arterial stiffness [7] and vascular calcification [8] . Animal studies showed that restoration of α-Klotho reduces oxidative stress, attenuates hypertension, ameliorates cardiac hypertrophy and prevents endothelial dysfunction [9] [10] [11] [12] . Therefore, increasing α-Klotho concentrations may be a legitimate goal in CKD patients in order to slow down or even reverse these processes. However, clinical long-term exogenous supplementation of the relatively large α-Klotho-protein (130 kDa) might be an option for the far future in human and therefore upregulation of the endogenous production of α-Klotho might be more feasible, at least in the predialysis phase, as the kidney is the primary production site of α-Klotho. Several recent studies assessed different experimental options to up-regulate endogenous α-Klotho [13] [14] [15] [16] [17] [18] [19] [20] [21] . In humans, the use of angiotensin-receptor blockers (ARBs) and vitamin D were shown to increase α -Klotho concentrations to some extend [21, 22] . However, despite the widespread use of vitamin D en ARBs in patients with CKD, the frequency of CV events and mortality in patients with CKD remains high. Recent data showed a complex relationship between growth hormone (GH) and α-Klotho concentrations [23] . Whether IGF-1 or GH directly affects α-Klotho concentrations is still unknown, although small pilot studies showed that GH replacement therapy in both children and adults with GH deficiency increased α-Klotho concentrations [24, 25] . However, the effect of administration of exogenous GH on the α-Klotho concentration in subjects with CKD and healthy controls is unknown.
In the present study, the effect of subcutaneous GH therapy on α-Klotho concentrations in subjects with or without mild CKD is investigated in a prospective, single-center open-label case-control pilot study.
Methods

Participants and intervention
In total, 18 subjects (12 men and 6 women) with or without CKD stage 3 (creatinine clearance of 30-60 mL/min/1.73m 2 according to the Chronic Kidney Disease Epidemiology Collaboration (CKD-EPI)) were included in the period of January 2015 until March 2016 from the outpatient clinic of nephrology in the VU medical center. Subjects were matched for age and sex, to allow an adequate comparison between those with and without CKD. Exclusion criteria were the use of immunosuppressive agents, GH suppletion, oestrogens, corticosteroids, androgens, or anabolic steroids. Furthermore, subjects with any pituitary disease, history of malignancy, respiratory disorder or obstructive sleep apnoea syndrome, known thyroidal disease, active vasculitis, heart failure, severe hepatic disease, chronic systemic infections, uncontrolled hypertension, diabetes mellitus, malnutrition, autosomal dominant polycystic kidney disease, single kidney or a BMI > 30 kg/m 2 were also excluded. All included subjects received subcutaneous GH injections (Genotropin®, 20 mcg/kg/day) for 7 consecutive days. The primary end point was the change in α-Klotho concentrations after 7 days of GH-administration. Secondary endpoint was the potential difference in change of α-Klotho concentration between patients with CKD and healthy subjects.
Assays
Non-fasting blood samples and first morning spot urine were drawn at baseline, after 7 days of treatment and 1 week after the treatment stopped. Collected material was stored at − 80°C until use. No additional freeze-thaw cycles were needed. IGF-1 was measured in serum samples using an immunochemiluminescent assay (Liaison, DiaSorin®). Concentrations of creatinine, phosphate, C-reactive protein, glucose, albumin and calcium were measured in heparin samples (Cobas, Roche Diagnostics). Urine creatinine, calcium, phosphate and albumin were measured in first morning spot urine samples (Cobas, Roche Diagnostics). Fractional excretion of phosphate was calculated using spot urine samples. α-Klotho was measured in − 80°C stored heparin samples using a α-Klotho immunoassay (IBL international GmbH, Hamburg, Germany) with an intra-assay variation of < 5% and an inter assay variation < 7.5% [26] . C-terminal FGF23 was measured in EDTA-plasma using ELISA (Immutopics) [27] with an intra-assay variation of < 5% and an inter assay variation < 10%. Tubular maximal reabsorption of phosphate normalized to GFR (TmP/GFR) was used as an index of the renal threshold for phosphate excretion, calculated from values in serum and spot urine according to the nomogram by Walton and Bijvoet [28] .
Statistical analysis
Baseline characteristics are shown as mean (standard deviation), median (interquartile range (IQR)) or number (percentage), when appropriate. Normally distributed numerical variables were compared using an unpaired T-test, nonparametric data with a Mann-Whitney U test and categorical variables by a Chi-square test. Longitudinal data were analysed with linear mixed models (LMM) with a random intercept, a random slope or both, based on the lowest Aikaike's Information Criterion. For all analyses, an autoregressive covariance matrix was used. All model assumptions were checked and not violated. To test whether the effect of growth hormone administration on α-Klotho was different for CKD patients or healthy controls, a LMM was fitted with an interaction term between time and group. A p-value < 0.05 was considered statistically significant. All analyses were performed using IBM SPSS Statistics software version 20 (IBM Inc., IL, USA) (Additional file 1).
Results
Characteristics study population
All subjects, except one tolerated the administration of GH well. One male subject in the CKD subgroup discontinued the study due to complaints of headache. Furthermore, 1 male subject in the healthy control subgroup was withdrawn due to a serious adverse event (SAE) during the study. This SAE, a hospital admission for pain and acute kidney injury due to an obstructive kidney stone, was not related to study procedures. Thus, data on 16 subjects were analysed, 8 patients in the CKD-group and 8 in the healthy control group. This study adheres to the CONSORT guidelines ( Fig. 1 ). Mean age of the participants was 46 years old (ranging from 25 to 59 years old). Mean eGFR in the CKD-subgroup was 57 ± 17 mL/min/1.73 m 2 ). As can be seen in Table 1 , baseline characteristics are comparable between the two groups, except for eGFR by definition of the groups.
IGF-1 concentrations
After 7 days of GH suppletion therapy (GHST), IGF-1 concentrations, as indicator of GH therapy bioactivity, increased from 26.8 ± 5.0 nmol/L to 61.7 ± 17.7 nmol/L (P < 0.05). Mean IGF-1 concentrations increased from 26.3 ± 2.8 nmol/L to 59.8 ± 20.5 nmol/L (P < 0.05) and from 27.3 ± 6.8 nmol/L to 63.6 ± 15.6 nmol/L (P < 0.05) in the CKD-group and healthy controls respectively. The increase in IGF-1 concentrations was not different over time between the CKD subgroup and the healthy controls, (P for interaction = 0.71, Table 2 ).
Effect of subcutaneous growth hormone therapy on circulating α-klotho concentrations
At baseline, α-Klotho concentrations were not statistically significant different between CKD-patients and healthy controls (Table 1 , p = 0.38). Median α-Klotho concentrations increased from 554 (IQR 405-659) to 645 (IQR 516-754) pg/mL (P = 0.05). As can be seen by Fig. 2a , the variability in response is rather high. α-Klotho concentrations increased from 554 (IQR 388-659) to 591 (IQR 358-742) pg/mL (P = 0.19) and from 547 (IQR 421-711) pg/mL to 654 (IQR 538-754) pg/mL (P = 0.13) in the CKD and the healthy subgroup respectively. The difference in change of α-Klotho concentration was not statistically significant between the two subgroups (p for interaction = 0.71). All α-Klotho concentrations returned to baseline levels within one week after the treatment being stopped (Fig. 2a) . Table 2 ). Serum phosphate concentrations, urinary phosphate excretion, the TmP/GFR and PTH did not change significantly in the entire cohort or both individual groups ( Table 2) .
Discussion
The main finding of our study is that GH therapy increases serum α-Klotho concentrations in subjects with normal kidney function or stage 3 CKD. α-Klotho concentrations increased in both subgroups, although within subgroups the increase did not reach statistical significance, most likely due to small subgroup size.
These results are in line with previous studies showing that GH therapy increases α-Klotho concentrations in GH deficient, paediatric and adult patients [24, 25] . Although the increment of α-Klotho concentrations was more prominent in the small study group of Locher et al.. However, they included GH-deficient subjects whereas in the present study GH-sufficient subjects were included. It is conceivable that an additional increment of α-Klotho concentrations is more difficult to achieve if IGF-1 concentrations are already sufficient.
Previous studies have convincingly shown that α-Klotho concentrations decrease as kidney function declines [29] . However, both α-Klotho and FGF23 concentrations in our patients of the CKD subgroup, which are classified as mild-moderate CKD according to the CKD-EPI were not significantly different from the healthy controls at baseline. This underlines the literature that shows that eGFR loss and decrease of serum α-Klotho concentrations do not parallel [30] , and may depend on the ELISA used [26] . Moreover, there is oversampling in the CKD-subgroup close to stage 2 CKD, where soluble α-Klotho concentrations may be maintained in the normal range. Importantly, our study was underpowered to make firm statements about differences between the two subgroups.
Our findings show that α-Klotho concentrations are modifiable using administration of exogenous GH in a clinical cohort of subjects with mild CKD and healthy subjects. This increase may be of clinical relevance for patients with CKD in terms of CKD progression and cardiovascular risk as animal studies show that even small increases in α-Klotho concentrations are protective for remnant kidney function and attenuates cardiovascular intermediate endpoints [13, [31] [32] [33] . Obviously, this concept requires clinical studies to be confirmed. Despite the reduced bioactivity of GH and IGF-1 observed in CKD, there is a valid rationale for the use of GH in this setting. Indeed, treatment with GH results in a decrease of serum IGFBP-1 concentrations and a marked increase in serum insulin, IGF-1, IGFBP-3 and IGFBP-5 concentrations, which subsequently leads to a marked increase in IGF-1 bioactivity [34, 35] . In a previous study exogenous GH therapy had no effect on all-cause mortality and cardiovascular morbidity and mortality in haemodialysis patients [36] . Although at that time its possible effect on α-Klotho was unknown. It is unlikely that major increments of α-Klotho did occur in these patients with end-stage kidney disease as the kidneys are the principal source of α-Klotho [37] . Moreover, the study was terminated early, none of the subjects completed the study and follow-up was short. On the contrary, some small short-term studies tested the effect of GH therapy in earlier stages of CKD and noted that GH therapy significantly improved LDL-cholesterol, phosphate and capillary blood flow, however no significant effect was demonstrated on intermediate endpoints, namely total peripheral vascular resistance and cardiac output [38, 39] . It would be very interesting to apply GH suppletion in well-powered studies including patients with CKD stage 4 and 5, not on dialysis, as well.
The absolute increase in α-Klotho concentrations in our study population was modest. This is also exemplified by the lack of robust effect on phosphate homeostatic parameters, measured in our study, including serum phosphate concentration and urinary excretion. The study design however precludes concluding if this effect would have been stronger with a longer duration or a higher dose of administrated GH. Given the strong phenotypic similarity between α-Klotho knockout models and CKD, and the wide range of CKD-related pathologies that in experimental studies can be attenuated by exogenous α-Klotho, additional exploration is warranted of all options that upregulate endogenous α-Klotho, including GH therapy.
In agreement with other studies, our study showed that cFGF23 increases after GH therapy [25, 40] . However, previous studies also reported an increase in serum phosphate concentrations, which was not observed in the present study. Therefore, the hypothesis from the earlier studies that GH therapy induces FGF23 production in response to increased serum phosphate concentrations is not confirmed in our study [25] . Besides a stable serum phosphate concentration, phosphate excretion did not change either, despite an increase in cFGF23 and a slight increase in α-Klotho level. The explanation for a lack of effect on renal phosphate handling is not obvious from our data, although one could speculate that GH induced cleavage of tubular α-Klotho concentrations, leaving tubular cell deprived of α-Klotho, and as such promoting FGF23 resistance. Data on the effect of GH and IGF-1 on serum phosphate concentrations are highly contradictory [41, 42] . Unfortunately, only cFGF23 was measured in this study. However, the study of Effthymiadou et al. in 23 children with a GH-deficiency showed that both cFGF23 and iFGF23 increase after GH administration [25] .
Bianda et al. reported a significant increase of serum 1,25-dihydroxyvitamin D3 (1,25-(OH) 2 D 3 ) concentrations after GH-or IGF-1 therapy [41] . Serum 1,25-(OH) 2 D 3 is known to upregulate FGF23 gene expression in bone and consequent gives a rise in serum FGF23 concentrations [43] [44] [45] [46] [47] . Therefore, the observed increase of serum cFGF23 concentrations might be explained by an assumed GH-induced rise in serum 1,25-(OH) 2 D 3 levels. Unfortunately, vitamin D concentrations were measured only at baseline in this study. Moreover, IGF-1 and GH treatment increase markers of bone turnover like serum osteocalcin and carboxyterminal propeptide of type 1 procollagen (PICP) as indicators of osteoblast activity [41, 42] . Therefore, it is conceivable that GH has an indirect effect through IGF-1 on bone turnover and osteoblasts, one of the cell types, besides osteocytes, that produce FGF23. It is unknown if the potential beneficial effects of an increase of α-Klotho concentrations can outweigh the assumed dismal effects of increased cFGF23 concentrations.
Besides the small sample size of this study, there are some other limitations that need to be underlined. First, the exclusion criteria for participants limit generalizability, in particular for patients with more advanced CKD. Second, the specificity of the IBL-assay used to measure α-Klotho concentration is disputed [26, 48] . We did not use the semi-quantitative precipitation-immunoblotting technique as described by Barker et al., which probably has improved specificity [29] . This method awaits external validation in a different cohort and by different laboratories. Moreover, we recently found that the ELISA used in our study performs best among currently commercially available immunoassays [26] . Unfortunately, we were not able to assess the influence of GH therapy on membrane-bound α-Klotho due to the absence of kidney biopsies in our study. Finally, a study of longer duration is needed to determine the more long-term effects of GH on α-Klotho concentrations in the CKD population, and establish a dose-response effect. Our study however was designed as a proof of concept to study the modifiability of α-Klotho by GH.
Conclusions
In conclusion, exogenous GH therapy can induce a significant increase in α-Klotho concentrations in subjects with normal kidney function or stage 3 CKD. It is unknown if this can also be accomplished in more advanced CKD. Additional studies are necessary to study whether this increase of α-Klotho concentrations improves intermediate endpoints and subsequently patient-level outcome.
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